perature conditions were 18-22°C, 50-55°C or 70-80°C; the pH of the solution was 1-0, 3 0, 5-0, 70, 9-0 or 11-0; and the duration of staining 5, 10, 15, 20, 30, 40 or 60 min. The staining was performed with either freshly prepared dye solutions or solutions stored for 3, 6 or 24 hr, because active dyes in an aqueous medium lose their ability to form covalent bonds with their substrate by hydrolysis of the active groups which are substituted for hydroxylic groups.
Experimental material
Smears of spermatozoa from the following animals were stained : man, bull, ram, boar, rabbit, guinea-pig, rat, hamster, mouse (albino), Apodemus sylvaticus, Apodemusflavicollis, Clethrionomys glareolus and Microtus nivalis. The human spermatozoa and those of bull, ram, boar and rabbit were taken from ejaculates : the spermatozoa were double-washed with 0-9 % NaCl, centrifuged at 1500 g for 10 min and resuspended in 0-9 % NaCl. Spermatozoa of the other animals mentioned were ob¬ tained by washing the minced caudal part of the epididymis in 0-9 % NaCl.
Bull, boar and ram spermatozoa were studied both from fresh ejaculates and after equilibration and deep-freezing in liquid nitrogen at -196°C for a period of 30 days to 3 months.
The method of fixation of spermatozoa in the air-dried smears that were tested were as follows :
(1) storage at -10°C for 1 hr (unfixed control) ; (2) passage through a flame; (3) 
